. Upregulation of P2X7R expression in serum deprived neuroblastoma cells is independent of both GSK3 and mTOR. (A) N2a cells were incubated in absence or presence of either SB216763 (5 μM, GSK3 inhibitor) or rapamycin (2.5 nM, mTOR inhibitor) in SF medium for 24 h. Total RNA was extracted and P2X7 mRNA was quantified by Q-PCR, using GADPH as a housekeeping gene. Normalized P2X7 transcript levels in cells cultured in FBS medium was set as 100%. Results are mean ± s.e.m. of three independent experiments in triplicate. (B) N2a cells were transiently transfected with empty vector (control), wild-type GSK3β (wtGSK3) or a constitutively active GSK3β mutant (GSK3S9A). After 24 h in SF medium total RNA was extracted and P2X7 mRNA was quantified by Q-PCR, using GADPH as a housekeeping gene. Normalized P2X7 expression is expressed as a percentage compared to control cells. Results are mean ± s.e.m. of three independent experiments in triplicate. (C) Immunoblotting showing the presence of endogenous P2X7R in N2a cells transiently transfected with empty vector (control), wild-type GSK3β (wtGSK3) or a constitutively active GSK3β mutant (GSK3S9A) and cultured in the absence of serum for 24 h. Whole-cell lysates were analyzed by western blotting with anti-P2X7R antibody. GAPDH was used as an internal loading control. Histogram represents levels of P2X7 protein in control cells compared to cells transfected with either wtGSK3 or GSK3S9A, and were obtained by densitometry and normalization to GAPDH expression. Values are mean ± s.e.m. of three independent experiments in triplicate. Whole-cell lysates were analyzed by western blotting with either anti-phospho PKCζ (Thr410) antibody or total PKCζ. Histogram represents relative levels of phospho-PKCζ (pPKCζ) in each case during the whole detection period, and were obtained by densitometry and normalization to total PKCζ levels. The values represent mean ± s.e.m. of three independent experiments in triplicate. **P>0.01, ***P>0.001 vs time=0.
